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Cell monolayers were incubated in DMEM F12 media supplemented with 0% or 0.2% 219 (v/v) alcohol for 1 and 8 h. Low evaporative cell culture plates and a compensating system were 220 employed as described by Eysseric et. al. (1996) [17] . In addition, alcohol-and control non-221 supplemented media changes were used to ensure consistent alcohol concentrations. Alcohol 222 concentration was selected based on ≥ 90% cell viability utilizing the Trypan blue exclusion cell 223 viability test. Alcohol concentration was also consistent with average mouse BAC. TEER was 224 measured as described previously using a Millicell-ERS Electrical Resistance System (Millipore, 225 Bedford, USA).
226
To measure monolayer leakiness, cells monolayers grown and treated with DMEM F12
227 media supplemented with 0% or 0.2% alcohol were rinsed and 0.1 mL of a 10 kDa sodium 243 Cell monolayers were then co-cultured with B. thailandensis or B. vietnamiensis at an MOI of 244 1:10 for 3 h at 37 o C, 5.5% CO 2 to allow intracellular invasion to occur. After 3 h, extracellular 245 bacteria were removed by washing cells with PBS and replacing culture media supplemented 246 with 250 g/ml of kanamycin for 1 h. Thereafter, the cell monolayers were incubated (37 o C) in 247 media containing 50 g/ml kanamycin for 1 h for a total of 2 h antibiotic treatment to completely 248 kill any residual extracellular and attached bacteria. Following an additional PBS wash, 249 intracellular bacteria were released after cell monolayers were lysed with PBS containing 0.1%
250 Triton X-100 (total assay incubation time was 5 hours after initial monolayer exposure to 
378
To determine if a single binge alcohol episode could increase lung and brain tissue 379 membrane permeability we used Evans blue dye as an indicator of vascular leakage and tight 380 junction integrity. Mice were administered a single dose of alcohol (4.4g/kg or PBS) 30 min 381 prior to Evans blue dye administration (Figure 4 ). Mice administered binge alcohol showed 382 increased vascular leakage of Evans blue into lung and brain tissues, however PBS treated mice 383 had reduced infiltration of dye into brain and lung tissue (Figure 4 A, B ). Brain tissue from mice 384 administered binge alcohol displayed a 3-fold increase of Evans blue compared to the non-385 alcohol control mice. Interestingly, more total Evans blue leaked into lung tissue compared to 386 brain tissue of alcohol and non-alcohol treated mice. Mice administered binge alcohol showed 387 greater lung permeability compared to PBS controls, although not statistically significant. In 388 combination, these results suggest that permeability could lead to a greater load of bacteria that is 389 released into the blood. 
418
Cell monolayers were also characterized by FITC -Dextran permeability. A decrease in 419 TEER value for binge alcohol dose treated cells was associated with an increase in FITC-420 Dextran paracellular permeability with both lung and brain cells supplemented with 0.2% v/v 421 alcohol compared to non-alcohol controls (p ≤ 0.0001) and (p ≤ 0.001) respectively ( Figure 5C ). 
